WO 2004/057023 



PCT/EP2003/014661 



1/12 



detection oligos labelled with first dye (DO) 




Figure 1 



WO 2004/057023 



PCT/EP2003/014661 



2/12 



detection oligos labelled with first dye (DO) 

m 

J— — analyte 



free DO 



guencher oligo (QO) 



Free DO are quenched 
upon hybridisation to QO 




biotinylated capture oligos (CO) 



unspecific signal for 
2-channel measurements 

generated by addition of 
biotinylated second dye 



Figure 2 



WO 2004/057023 



PCT/EP2003/014661 



3/12 



rhodamine-6G labeled detection oligos (DO), -20 



i_ 



additional 
DO- FQO strategy 

t_ 

Jj^ FRETfluencher oligo 

(FQO) 
Free DO are quenched 
upon hybridisation to FQO 




mRNA 




biotinylated capture oligos (CO), ~8 



unspecific signal for 
2-channel measurements 

generated by addition of 
biotinylated red oxazine dye 



Figure 3 



WO 2004/057023 PCT/EP2003/014661 



4/12 



complex after 1 st hybridisation 



19-cF DO 



20-cF DO 



rhodaminc-6G 



rhodamine-GG 



5 * ACCGAGATT6CCAACCTGCTG 

3 ' ACGGTT GGACGACTTCCTCT 5 ' 



.TCCCT 3' 



6 cF-CO 



T 
T 
T 



additional complex after 2 nd hybridisation 



|l9-cFDO "j 



rI)odainine-6G 



| s T15 linker | • - * - ■ j j | 

£ 3 ' TCCTTTTT<^J(j^<^ 5' I 

T 5' TAGTAGTTCATCCTGG 3' X 

BIOTIN ' • i ▼ 



FRET 



19-cF FQO 



red oxazine dye 



Figure 4 
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Figure 6 



WO 2004/057023 



PCT/EP2003/014661 



7/12 



c-FOS RNA Titration 



10000 




0) 

CD n 

2 0 H 1 1 1 n , 

1 1.E+02 1.E+03 1.E+04 1.E+05 1.E+06 1.E+07 1.E+08 

RNA copy number/well 



Figure 7 
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Figure 10 
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Figure 12 



